Objective: Previous epidemiological studies have found an association between serum cholesterol level and bone mineral density. However, epidemiological studies evaluating the association between serum cholesterol level and the incidence of osteoporotic fracture are scant. Therefore, the objective of this study was to investigate whether serum cholesterol levels in Chinese participants aged 55 years or older was associated with an increased risk of osteoporotic fracture.
inTrODUcTiOn Osteoporosis, a multiple system-related disease with bone loss and bone microstructure damage and change, has a high incidence throughout the world (1, 2) . In 2010, there were approximately 6% of men and 21% of women (total 27.6 million patients) aged 50-84 years who were diagnosed with osteoporosis in Europe. More than 8.9 million osteoporosisrelated fractures occurred annually worldwide and over onethird of these fractures occurred in Europe (1) (2) (3) . Moreover, A previous study established certain risk factors for osteoporosis and osteoporotic fractures, such as lifestyle and diet, history of diseases and medication, and genetic factors (4) (5) (6) . In recent years, the link between lipid levels, metabolism, and osteoporosis has been better understood (7) (8) (9) (10) . Bone mineral density (BMD) has been reported to be associated with metabolic syndrome and cardiovascular events (11) (12) (13) (14) (15) (16) , while the lipid profile may have an important role in the aforementioned link (11) (12) (13) (14) (15) (16) .
Many observational studies have investigated the association between serum cholesterol [total cholesterol (TC), triglycerides (TG), high-density lipoprotein (HDL-C), and low-density lipoprotein (LDL-C)] level and BMD. However, the results are controversial (8, 9, (17) (18) (19) (20) (21) (22) (23) (24) (25) (26) . In a Northern Sydney Twin Study, Makovey et al. found an inverse relationship between serum TC and LDL levels and lumbar spine and whole body BMD in postmenopausal women as well as between HDL levels and BMD at all sites in premenopausal women (9) . Another cohort including 1,289 African ancestry men reported that lower TG or LDL and higher HDL status were associated with lower trabecular BMD (27) . Moreover, a cross-sectional and a longitudinal study that included 958 Korean postmenopausal women found no association between serum lipid profiles and BMD in postmenopausal women (20) .
However, only few observational studies have investigated the association between serum cholesterol level and fractures (28, 29) . Trimpou et al. preformed a prospective study form the Gothenburg WHO MONICA project that included 1,396 participants. In doing so, they found serum TC is an independent osteoporotic fracture risk factor (28) . Another epidemiological study of 211 healthy Japanese postmenopausal women (age range, 46-80 years) performed by Yamauchi et al. investigated the associations between serum LDL-C level and BMD, and suggested that a high-serum LDL-C level may be a risk factor for prevalent non-vertebral fragility fractures, after adjustment for age, body mass index (BMI), years since menopause, physical activity, previous cardiovascular events, bone markers, BMD, serum Ca, P, Cr, 25(OH)D, grip strength, tandem gait test, and use of drugs for hyperlipidemia (29) .
The objective of this study was to investigate whether serum cholesterol (TC, TG, HDL-C, and LDL-C) level in men and women 55 years of age or older is associated with osteoporotic fracture risk in the Chinese population. We further sought to explore whether there are other interactions that affect this association. Since sex may affect the real association between serum cholesterol level and osteoporotic fracture, we performed analyses separately in men and women.
sUBJecTs anD MeThODs study Population and Design
This was a cross-sectional study of 3,891 participants aged 55-85 years of age which who were recruited from the Xuhui and Yangpu districts of the Shanghai metropolitan area, China, between June 2014 and June 2016. There were 3,657 participants who had completed self-administered questionnaires, physical examinations, and laboratory tests. The exclusion criteria were as follows: (a) history of hepatitis, liver cirrhosis, any cancer or malignancy (n = 285); (b) history of kidney disease (n = 82); (c) regular treatment for osteoporosis (n = 192); (d) excessive alcohol consumption of greater than or equal to 140 g/week for men or 70 g/week for women (n = 311); (e) history of diabetes mellitus (n = 428); (f) history of rheumatoid arthritis (n = 334); (g) history of thyroid diseases (n = 172); or (e) absence of baseline data (n = 62). Thus, 1,791 participants (679 men and 1,112 women) were eventually included in this analysis ( Figure  S1 in Supplementary Material). This study was approved by the Ethics Committee of Shanghai Sixth People's Hospital, and all participants provided written informed consent.
Participant characteristics
Physicians were trained to assist participants in completing the standardized self-administered questionnaires (including demographic characteristics, lifestyle, calcium or vitamin D supplementation, etc.). Chronic disease history (including cardiovascular disease, diabetes, hypertension, chronic kidney disease, dyslipidemia, fracture, and other conditions) and medication history (especially anti-osteoporosis treatment) were also recorded. Smoking and alcohol status was defined as either never, current, or previously used. The type, frequency, and dose of alcohol consumption were collected and the level of mean daily alcohol drinking was calculated. Physical activity at leisure time was classified as less than 30 min/day, 30-60 min/day, 1-2 h/day, 2-4 h/ day, 4-6 h/day, or more than 6 h/day.
Physical examinations were evaluated according to standardized protocol and by the trained inspectors. Standing height and body weight were measured while participants were wearing lightweight clothing and no shoes. Blood pressure, including systolic blood pressure (SBP) and diastolic blood pressure (DBP), was measured with an automatic sphygmomanometer, and the participants were asked to rest at least 5 min before examination. BMI used as an index of body fat, was calculated as weight in kilograms divided by height in meters squared (kg/m 2 ). Waist circumference (WC) was measured horizontally at the umbilicus level. Total hip BMD was measured by dual-energy X-ray absorptiometry using a Lunar Prodigy GE densitometer (Lunar Corp, Madison, WI, USA). We calculated the T-score by comparing the values recorded here with the average peak hip BMD of young, healthy Chinese in the same study area between 25 and 30 years of age.
Laboratory tests included measurements of TG, TC, HDL-c, LDL-c, glucose, and calcium levels. All values were measured via an automated analyzer using standard methods. Hypercholesterolemia was defined as TC level ≥5.0 mmol/L and hypertriglyceridemia was defined as TG level ≥1.7 mmol/L (30, 31) . Metabolic syndrome was defined according to the reported harmonized criteria (32) . People with three or more of the following criteria were considered to have metabolic syndrome: (1) waist circumference ≥90 cm in men or ≥80 cm in women; (2) TG ≥150 mg/dL; (3) HDL-C <40 mg/dL in men or <50 mg/dL in women; (4) elevated SBP ≥130 mmHg and/ or DBP ≥85 mmHg or use of anti-hypertensive medications; or (5) blood glucose ≥100 mg/dL or receiving treatment for diabetes.
assessment of Fractures
According to interviewer-assisted standardized self-administered questionnaires, the history of fractures was collected, including fracture sites and the age at which the fractures occurred. In this study, osteoporotic fractures were defined as low trauma fractures (33, 34) . All pathologic (due to cancer, bone tuberculosis, etc.) or traumatic fractures (defined as a fracture that resulted from a fall greater than a standing height, or accident including motor vehicle accident, sports accident, etc.) were excluded (33, 34) .
statistical analysis
Since sex may be an important factor that influences the association between serum cholesterol level and osteoporotic fracture, we performed analyses separately in men and women. Continuous variables are presented as the mean ± SD, while categorical variables are presented as the number and proportion. To compare differences between groups, we used chi-square tests for categorical variables, one-way ANOVA for normally continuous variables, and the Kruskal-Wallis test for skewed continuous variables. We calculated odds ratios (OR) and corresponding 95% confidence interval (CI) using logistic regression analyses for the associations between per SD increase in serum cholesterol level and osteoporotic fracture. Unadjusted and multivariate adjusted logistic regression analyses were performed. Model 1 was adjusted for age; Model 2 was further adjusted for BMI, and waistline based on Model 1; Model 3 was further adjusted for smoking status, alcohol status (never/ever or current), physical activity (<30 min a day/0.5-1 h a day/ >1 h a day) based on Model 2; Model 4 was further adjusted for hypertension, cardiovascular events, metabolic syndrome, and family history of hip fracture based on Model 3; Model 5 was further adjusted for blood glucose and blood Ca based on Model 4; Model 6 was further adjusted for calcium and vitamin D supplementation based on Model 5; and Model 7 was further adjusted for T-score for total hip based on Model 6.
To examine the nonlinear or threshold effect of the association between serum cholesterol level and osteoporotic fracture (logOR), we further applied a two-piecewise linear regression model using a smoothing function after adjusting for Model 7. The threshold level was determined using trial and error, including selection of turning points along a predefined interval and then choosing the turning point that gave the maximum-likelihood model. We also conducted a log-likelihood ratio test comparing the one-line linear regression model with a two-piecewise linear model.
A two-sided P-value <0.05 was considered significant. Statistical analyses were performed using PASW Statistics 18.0 software (SPSS Inc., Chicago, IL, USA), Empower (R) 1 (X&Y Solutions Inc., Boston, MA, USA) and R packages. Table 1 . In men, there were no differences in age, BMI, waistline, blood pressure, T-score for hip, or serum TC, TG, HDL-C, or LDL-C levels (all P > 0.05). In women, participants with fracture had a higher BMI (24.17 ± 4.33 vs. 23.55 ± 3.47 kg/m 2 , P = 0.049), lower T-score for hip (−2.19 ± 1.11 vs. −1.97 ± 1.03, P = 0.011), and higher HDL-C level (1.61 ± 0.38 vs. 1.54 ± 0.35 mmol/L, P = 0.034) than did participants without fractures. Moreover, in women, there were no differences in age, waistline, blood pressure, and serum TC, TG or LDL-C (all >0.05) levels. The prevalence of hypertension and cardiovascular events were similar in all groups. Table 2 shows the association between serum cholesterol level and osteoporotic fracture. For serum TC, in the unadjusted model, there was a significant association between per SD increase in serum TC levels, and osteoporotic fractures in total participants (OR 1.18, 95% CI 1.02, 1.37; P = 0.023). After adjusting for sex, age, smoking status (never/ever or current), alcohol status (never/ever or current), BMI, waistline, physical activity (<30 min a day/0.5-1 h a day/>1 h a day), hypertension, cardiovascular events, metabolic syndrome, family history of hip fracture, blood glucose, blood Ca calcium supplement, vitamin D supplement, and T-score for total hip (Model 7), this association changed (OR 1.14, 95% CI 0.97, 1.36; P = 0.121). Moreover, we did not observe a nonlinear association between serum TC and osteoporotic fracture (Table S1 and Figure S2 in Supplementary Material, all P for nonlinear >0.05).
The association between serum cholesterol level and Osteoporotic Fracture
For serum TG, in both unadjusted Models and 7, there were significant association between per SD increase in serum TG levels, and osteoporotic fractures in total participants (unadjusted model: OR 1.14, 95% CI 1.00, 1.30; P = 0.047, Model 7: OR 1.20, 95% CI 1.04, 1.38; P = 0.015). However, in both men and women, no significant association was found between per SD increase in serum TG levels and osteoporotic fractures. In women, a nonlinear relationship was observed between per SD increase in TG level and an increased risk of osteoporotic fracture. The osteoporotic fracture in women increased with TG >1.64 mmol/L (Table S1 and Figure S2 in Supplementary Material, OR 1.93, 95% CI 1.24, 3.00, P for nonlinear = 0.013).
For serum HDL-C, there was a significant association between per SD increase in HDL-C level and an increased risk of osteoporotic fracture in total participants (OR 1.20, 95% CI 1.03, 1.40, P = 0.023) and in women (OR 1.37, 95% CI 1.12, 1.68, P = 0.003), whereas no association was observed in men (OR 1.01, 95% CI 0.73, 1.40, P = 0.951), after adjusting for Model 7.
Moreover, there was no nonlinear association between serum HDL-C and osteoporotic fracture (Table S1 and Figure S2 in Supplementary Material, all P for nonlinear >0.05).
For serum LDL-C, in both the unadjusted Models and 7, there were no associations between per SD increase in LDL level and an increased risk of osteoporotic fracture in all participants as well as in men and women as separate groups (all P > 0.05). Moreover, there was no nonlinear association between serum HDL-C and osteoporotic fracture. (Table S1 and Figure S2 in Supplementary Material, all P for nonlinear >0.05) The association between serum cholesterol level and Fracture Type Table 3 shows the association between serum cholesterol level and osteoporotic fracture type. For serum TC, there was a significant association between per SD increase in serum TC levels and lumbar fracture in all participants and in women alone, whereas no association was observed in men. However, there was a significant association between per SD increase in serum TC levels and radius fracture or hip fracture. For serum TG, there was a significant association between per SD increase in serum TG levels and radius fracture or lumbar fracture in women, whereas no association was observed in men. Moreover, there were no significant associations between per SD increase in serum HDL-C levels or LDL-C and radius fracture, lumbar fracture, or hip fracture in both men and women.
Data are OR (95% CI). Model 1 was adjusted for age (age and sex for total participants); Model 2 was further adjusted for BMI, and waistline based on Model 1; Model 3 was further adjusted for smoking status, alcohol status (never/ever or current), physical activity (<30 min a day/0.5-1 h a day/>1 h a day) based on Model 2; Model 4 was further adjusted for hypertension, cardiovascular events, metabolic syndrome, and family history of hip fracture based on Model 3; Model 5 was further adjusted for blood glucose and blood Ca based on Model 4; Model 6 was further adjusted for calcium and vitamin D supplementation based on Model 5; Model 7 was further adjusted for T-score for total hip based on Model 6.
impact of hypertension and cardiovascular events on the association between serum cholesterol level and Osteoporotic Fracture
We examined whether hypertension and cardiovascular events can impact the association between per SD increase in serum cholesterol level and osteoporotic fracture. As shown in Table 4 , the significant interactive effect was not detected in both men and women (all P-interaction >0.05).
DiscUssiOn
In the present cross-sectional study, there were no associations between per SD increase in TC and LDL level, and an increased risk of osteoporotic fracture in total participants as well as in men and women as individual groups. There was a significant association between per SD increase in HDL-C level and an increased risk of osteoporotic fracture in total participants and in women, whereas no association was observed in men. Additionally, we found a significant association between per SD increase in TG level and an increased risk of osteoporotic fracture in total participants and in women; a nonlinear relationship was observed between per SD increase in TG level and an increased risk of osteoporotic fracture. The risk of osteoporotic fracture in women increased with TG >1.64 mmol/L. Only few observational studies have investigated the association between serum cholesterol level and fractures (28, 29) . A prospective study of 1,396 Swedish participants by Trimpou et al. found that the gradient of risk of serum TC level to predict osteoporotic fracture significantly increases over time (28) . Another prospective study of 2062 pre or early perimenopausal women showed that an increase of 50 mg/dL in baseline fasting plasma TG level was associated with a 1.1-fold increased risk of fracture (adjusted HR = 1.11, 95% CI 1.04-1.18). Women with a baseline TG ≥300 mg/dL had an adjusted 2.5-fold greater risk for fractures (95% CI 1.13-5.44) than for women with a baseline TG <150 mg/dL. Moreover, no associations between TC, LDL-C, or HDL-C levels and fractures were observed.
Yamauchi et al. performed a cross-sectional study based on 211 Japanese women (age range, 46-80 years) and suggested that a high-serum LDL-C level may be a risk factor for prevalent non-vertebral fragility fractures, after adjustment for potential confounders (29) . In a Turkish observational study with 107 postmenopausal women aged 45-79, per 1-mg/dL increase in TC was found to correlate in a 2.2% decrease in risk of experiencing a vertebrae fracture (22) . In a cross-sectional study from a community-based prospective cohort including 289 men, the authors did not observe any association between serum lipids and prevalent vertebral fractures (35) . To the best of our knowledge, our study is the first observational studies for older Chinese men and women (aged 55 years or older) to examine the association between serum cholesterol level and osteoporotic fracture.
In doing so, we identified several novel and salient features of this relationship.
Many studies have investigated the association between serum TG or HDL-C level and BMD. However, the conclusions between studies are controversial (8, 9, (17) (18) (19) (20) (21) (22) (23) (24) (25) (26) (27) (36) (37) (38) (39) (40) . In a Dutch cross-sectional, population-based study (including 620 men, 635 women aged 65-88 years), men and women in the highest quartile of HDL-C level had a significantly lower BMD compared with men and women in the lowest quartile (37) . A large Swedish study of 6,886 women performed by Lidfeldt et al. found a positive correlation between TG level and BMD and a negative correlation between TC or HDL level and BMD (38) . Another cohort of 1,289 African ancestry men with a lower serum TG or LDL and higher HDL level exhibited an association with lower trabecular BMD (27) . Furthermore, a retrospective analysis of data from 4,613 premenopausal women and 2,661 postmenopausal women aged 20-91 years showed no significant relationship between lipid profiles (TC, TG) and total hip, femoral neck, trochanter, or lumbar spine BMD. Notably, HDL-C level was marginally positively associated with BMD in the lumbar spine (P = 0.048) (40) . However, another Chinese cross-sectional study of 790 Chinese postmenopausal women found that high HDL-C levels were associated with osteoporosis (OR 1.64, 95% CI 1.16, 2.33, P < 0.01), after adjusting for age, menopausal duration, BMI, serum creatinine levels, outdoor activity, smoking, and alcohol intake. Moreover, No association was found between TC, TG, and LDL-C with BMD (39) .
Moreover, several meta-analyses reported the relationship between hypolipidemic drugs and osteoporosis (41) (42) (43) (44) .
A recently meta-analysis including 33 studies (16 cohort studies, 7 To date, the pathophysiological links between TG or HDL-C level and osteoporosis as well as related fractures are not entirely clear. The association between serum TG or HDL-C level and osteoporosis may be affected by factors, such as race, ethnicity, age, sex, and menopausal status (8, 45) . Previous reports have indicated that oxysterols may stimulate osteogenic differentiation of bone marrow mesenchymal stem cells. Interestingly, HDL-C can remove oxysterols from peripheral tissues and impact the oxysterols acting on the osteogenic differentiation (39, 46) .
The study described herein is a cross-sectional study that included 1,791 participants (62.1% postmenopausal women and 213 fractures) aged 55 years and older. This relatively large sample size strengthens the rigor of our findings. We also excluded subjects with kidney disease, cancer/malignancy, diabetes mellitus, rheumatoid arthritis, and thyroid diseases as well as those who had undergone regular treatment for osteoporosis, which may affect lipid and bone metabolism. Furthermore, we considered several confounding variables. Our study also has several limitations. First, as an inherent characteristic of crosssectional studies, this study cannot draw a causal inference. Further well-designed prospective cohort studies are needed to investigate the relationship identified in this study. Second, recall bias is innate and there is a possibility of confusion of medication history. Third, this study included only Chinese participants aged 55 years or older. Thus, our findings might be applicable to only older Chinese or Asian patients and not to other ethnic groups or a younger population.
Finally, risk of osteoporotic fractures is associated with many factors, such as lifestyle, disease status, metabolic factors, inflammatory states, and genetic factors (4-6, 47, 48) . Several fracture risk prediction tools have been developed using different risk factors. These tools include age, height, weight, BMD, osteoporosis treatment, smoking status, alcohol status, and rheumatoid arthritis as the most common risk factors (48) . Moreover, vitamin D status and PTH were related to both serum lipids and fractures (49) (50) (51) (52) . Although wide epidemiologic and clinical covariables were included in the adjustment, we could not exclude the possibility of residual confounding variables in the analyses, such as serum vitamin D status and PTH. Therefore, additional well-designed and stratified cohort studies that include sufficient controls and account for confounding factors are, therefore, needed to elucidate the link between serum cholesterol level and the risk of osteoporotic fracture.
In conclusion, our study demonstrated that, among Chinese older adults, serum HDL-C level is significantly associated with a risk of osteoporotic fractures in women, and serum TG level is significantly associated with a risk of osteoporotic fractures overall and in women with TG level >1.64 mmol/L.
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sUPPleMenTarY MaTerials
The Supplementary Material for this article can be found online at https://www.frontiersin.org/articles/10.3389/fendo.2018.00030/ full#supplementary-material. FigUre s2 | Multivariate adjusted smoothing spline plots of serum cholesterol level and fracture in total participants (a), men alone (B), and women alone (c). This model adjusted for sex (only for total participants), age, smoking status (never/ever or current), alcohol status (never/ever or current), BMI, waistline, physical activity (<30 min a day/0.5-1 h a day/>1 h a day), hypertension, cardiovascular events, metabolic syndrome, family history of hip fracture, blood glucose, blood Ca calcium supplement, vitamin D supplement, and T-score for total hip. The red line represents the best-fit line. The blue lines are 95% confidence intervals.
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